Protein wash buffer (PWB):
70 mL of ethanol (96%) was thoroughly mixed with 26 mL of BB (stable at 20 deg C for1 week).
Wash buffer (WB):
ethanol (60%), 50 mM NaCl 10 mM Tris-HCl pH 7.4 0.5 mM EDTA pH 8.0 (stored at -20 deg C) -Allow coral fragments to sit covered in CHAOS buffer in 1.5 -2.0 mL tube for days-weeks.
-Pipet the Supernatant mixture into a silica spin column placed in a 2 ml collection tube.
Centrifuge at 6000 x g (8000 rpm) for 1 min. Discard flow-through. Repeat as needed to load entire sample.
-Add 700 ul PWB to column, and centrifuge for 1 min at 6000 x g (8000 rpm). Discard flowthrough.
-Repeat 2x (3 washes total).
-Add 700 ul WB to column and centrifuge for 1 min at 20,000 x g (14,000 rpm). Discard flowthrough.
-Repeat wash and centrifuge for 3 min at 20,000 x g (14,000 rpm) to dry the DNeasy membrane.
-Discard flow-through and collection tube.
-Place the spin column in a clean 1.5 ml or 2 ml microcentrifuge tube, and pipet 100 ul 0.1x TE directly onto the spin column. to elute.
(May repeat with another 100 ul of 0.1x TE).
Purified DNA was sent to MR DNA in stillwater Texas for Illumina sequencing of the cp-23S gene for Symbiodinium typing.
Processing Description
Data was processed with MR DNA's proprietary pipeline. understanding of the processes that underlie coral bleaching and subsequent recovery this research will contribute to measures in support of preserving this invaluable natural resource.
BCO-DMO Processing
The study will further involve students from diverse backgrounds as well as provide project internship opportunities for high school students. A web based radio blog will disseminate project results and other relevant developments to the broad audiences Mass coral bleaching events are predicted to become more frequent and severe in response to climate change, and it is expected that subsequent disease outbreaks will become more common. The lack of a baseline genetic datasets for coral holobionts prior to previous natural bleaching events has hindered our understanding of recovery patterns and physiological tolerance to thermal stress, also known as coral bleaching. An extensive pre-thermal stress baseline of genotypic identity of coral hosts, Symbiodinium, and associated bacterial community offers a unique opportunity to analyze changes associated with current bleaching event along the Florida coastline and to document holobiont compositions most and least resistant/resilient to bleaching and disease.
Repeated sampling of the same coral colonies will allow the investigators to compare holobiont composition before, during and after bleaching of both healthy and diseased individuals. This bleaching event is a time-sensitive natural experiment to examine the dynamics of microbes (Symbiodinium and bacteria) associated with affected colonies, including their potential influence on disease susceptibility and resistance of reef corals. This effort would constitute the first time that high throughput sequencing of coral, Symbiodinium endosymbiont, and the coral-associated bacterial community genotypes are together used to explain patterns of disease, recovery, and mortality following natural bleaching. This study will likely change the way investigators study emerging wasting diseases of keystone species that define marine benthic communities.
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